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[mm*] mmm 

-J-&XS; 

(b) WJ$014#^S^I?GABAO^^GAD67O 7n * - * -T«E fc, & & 

&x@ ; 

(d)mmm^w^ - ^ k * *) (^mm*mmmiMmj&*3m-rzjM, 

(a) F^-^aii^^GABA^iil14^^«fflEffllE^^tf,W*^ 19 ffi LT^ifc 

-rsxe; 

(b) WJfWltt#^E^®GABAO^^#GAD670 -TffiK, ^S#J»ttit 
^^o^v^iDNASr^L^^^AI-^XS ; 

(c) ^^J»14<0^te Hi 19 GABAfPi»14W^«flll& t GAMfi^tt#^fi&fr&fflJi& £ 

i£MH-&xe ; 

oT, JfiJLTOXg : 

(a) K^-0^*^GABA^S!>14#Mffl»lg^J!&^^tfaim^^ *> tti LT^tfc 
-f&JM ; 

(b) »«otttt«feai«f »gaba«5^js»3Rgad67o T'n^-^-Tii^ aws^* 
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( a ) vi--<Dmj^^hGmMmimmm&imm^^m.^m ^ m L-c^tfc 

(b) mmm$mKmmmGWk<D&mBmGAD67<D -Tm^ mtt®.& 

(c) m$m&<D^M IZ X i) GABAf£l&1£*P«BJfe t GABAfPim^0i«ii>flEM & 

(d) vgMm*w^ztK£ VGwmm&WM-Mmmmmm.*%.m.i-2>i:m, 

o 

9 ] mzmw&K hx&z, it *g s v^&o 
[Mio] zbK, 7,Tv7($xfrm\^tzmm*vv}£^sY\z-fe 

[Wf^l 1] ft^l^«b 9 0V^-ftL^^tcj: *)%btLtz, GABAfjp 
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[0 0 0 1] 

[#&WOJl1-&&#53-»] 

[0 0 0 2] 

*«fffctLTV^ 0 ^MJfe®^«?P$IJtt^«(i^^itt;^^ LT-aminobuty 
ric acid (GABA)£^v\ H#tt#jg«BI6l±Glutamate4r^d o ^dBSS«^#P«H4 
»jgffllfel±WfiBfflJlO20%eJK^)Jt^-CMEi-* - t £ i 0 > WjftHK^i: L 

r ta mmn. * 4itm, x a - x & it *ttrit a*-? # 
ti-cv^o tttmm.mwi<ott* ^ a at ^-t: li^iM^^e 
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ttoaMBUf^o 7 * - n 7s t nwtu y*-* 7 K&&wmn.ftmMMi±m$. t 
x^x, jft«3>gL0*jsf^oi&#5ci:^&o £ ox o &mt&&<omm 
mxit^mmxit^^-r. 7*-* 7ffl$L*®®z Lxmm&ftos&ikzwz. 
zm.mm&:iffit>tLZ>o v^Lmo-u^m^-r^tz^m^ithm^m^x^ 
fzmm&frtiz o c o x *) amm&fe"? * - # * \z^kYm^.^mmMmm 
m.*mm~x v&&Lx!£mz%hzti)Sx%tz*b&mm^*N7Lz>z. t& 
m&x § & o z<de m<oiz*b\z.&& t % 2>Gmmw}®.wmmm.te t*<Dm% *> ox 

& h ta v^ 0 #!) £ tfttJUl^^M^ 7*-*-Xtw»±ifOJ:^35r-9-r^^ 7^GABA 
[0 0 0 31 

14#J!ijffllfeOfeiB»i^3fel5^afetC3B^*^oc fc ^1,1, 1997^^11^1 
Bl'^LTV^damamaki et al., J. Neurosci 17: 8313-8323 1997) o tfz 
Ztibi±%\\iz s ^SOAnderson S. ^ 1997^K10J!27B fcRWfc$>*# LTV»S ( 
Anderson et al., Science 278: 474-476 1997) c $ h K-ZOmm*. 
mWMO^Xi>ftm&JM,&WMlzmbfr&Zttm^ZfrX&*) (Lavdas et al. 
J. Neurosci 19:7881-7888 1999K Xm&£MB.&OipXi>ftMK®.t>ti2> £ 
fcM\ ^B^O^ffi^ioT^>?iE$tL-CV^(Wichterle et al., Developme 
nt 128:3759-3771 2001) o Lri> L^*^M*^^M^v>O^O^J±?S 
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^^>3 (Letinic et al., Nature 417: 645-649 2002) 0 iO#^lc**65%0 
[0 0 0 4] 

m$tMmmzfMk*%itt>. ^tLtznmmmmm<o^ < o *> <Di^Gmmib\mm 
mm i> mfk-t ztit> (vmhim&nmMmmmmm * , mmmm 

m<DM&7 fcf*tt X *) ft»LT4fS*4 i t &X* %tztth If JftM% 

Vt*mz.Z> i t ^^3#-e# t?0 £^«^#T^i#^*t*:GABAfe 

S5M#^»(iGABA^-^f &v*#a&S«> 7ttfcOi^atL)HIS 

[0 0 0 5] 

iatv^ 0 ttzzvmmomm, ^m^fitzGpmmm^mmmsmmm 
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[0 0 0 6] 

[ms£$^i-&£#>o3M£] 
l-&xe ; 

(b) PP$IJtt^Ms)t^®GABA^^^mGAD67^ "/n - * -Tift & ^ 
mt? § & & V * -Mitt £ ^ & ^t£\MA*frWt L £M 

&X3I ; 

(c) ? -^^<7)^<^^H J; 0 GABAf^®ltt#^^ tGABA^i&tt#« 

JMIEm^irt&XS ; 

(d) it^*#o GABA^liite»»MJ^«^^li-^X5g. 

[0 0 0 7] 

£ tz i^ttilOfili:, GABA^IIjtt#^«^<^ «r^^£B-T HiflKffla^^^ 

Wot, JTFoXfl : 

i-&x*t ; 

(b) ?PtlJttW^^%®GABAO^^GAD6707'n^- ? -T»SEK> 

( c ) mMM&oygm i,z£V) mMmw®%mm t GABA^im#»B& mrf&« * 

(d) iilg^^#o GABAf^Ultt^M^ltrlEaM^^t-^X^i. 

[0 0 0 8] 
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(b) MJttW^fs?i%«GABAO^^GAD67^yn^- ? -T»St^. 

( c ) * -^e <t)^^^i- j: t) GWAim&nmMfo t GWMmm*mffl 

(d) mmt Z Z 3#o d t £ X i9 gaba^sjs#m wraia £ »t-f & is, 

[0 0 0 9] 

(c) |g#JS1£0^is J: D GABAfi^tett^BJfc fc GABA^»14#^ WIE^lia * 
#grt&X« ; 

[0 0 10] 
[0 0 11] 
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[0 0 12] 
[0 0 13] 

coWi^l±$f)i:, Mm$£WV>^-ffrfr<7mm~£ *)#<b*L/c. GABAff 
[0 0 14] 

[0 0 15] 

fiOt^v^, Witlf, %>3Zj&Bmm<Dmmffl\ffot LT> 0-2A progenitor ce 
lbWb*vCV>*U GABAfPi&tt#^«<7)m»BJ!&^LT{i. n&3«^»& 

ztittohfLx^tefrotio z<Dmm<D&w&~£&Pxre>ffimfe&te. gaba^ 
M£tte*iii&«> ifrmig^mn^ x vmmmmx& %> 0 

1. J&JB»!E160^?;*l;:BrdU*#9&£*> E*> KjixfitBSeLTBrdU, MAP20 

4 J ^^^MAP2lltt#t!im^rdU^Stttm^^ % <Dtf& 
ifrho -TtUi, 4'P^^^MAP2lttt#l*W^^ (GABA^#«BJ&) i)K 

2 . H^]S COGAD67-GFP knock- in *7 •> ^ [^;fitf>BrdU/-?;v* 9 £fif o T 
*> , GFP»ttGABAf^Sftttflij^|IBliao * & BrdU^fiHt £#^> *> 0#*£> *K ~S 

3. Hif^o^:j:5t, l&iiB*IH«M^GAP43-EGFP*3KR$**T 
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Xi:iS«Rtli, GABAfa&14ttJg«IMI&ttE14JSL», ffi^*TH*»fC^Ji«[ 
LTv^h$tLTv^ 0 i(7)-o<0H^(0mi*i-^>^^^i±> E17J««a&® 

%x.?>tL-CV^ 0 SV40 origin*#fc1% mitm^UHCif x.& £ fcOiv»7f 

-€-*UC**U SV40 origin&A*i^ a^ii^^>l^^*^ 

[0 0 16] 

-Cfc * <*> ICM L> GABA^iAtt^t^ffl S&m«aJ3&{i> GABAftlbtt^^ia^) <fc d K 
&m®& ZT&J&L XGUBkZfrU L X v> h t> ifX t> ft V^C & J6j h ?\ GABA^jfti£f5f 
GAD67»tt-C2b -Sit fcf&jl, Lfc 0 - Of£ji,l±, GABAfPtm^M^tt^affi 
J8^ffK*3V>T\ ^IS^»^^^m^^«^GABA^Ifttt#^m<7)^ 

o 

[0 0 17] 
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£<7>/|£&GAD67 promoterfttt«rftoTGFP«:l&3R$**i**»±. GABAfeitjIi** 
3£»KGAD67 promoter KGFP cDNA£o&v>rt!DNA£^- >t$ALW 
^$ttti/^(Jin et al., Cereb Cortex 2001 11: 666-678)o tfz. GAD67 p 
romoterOTsfct'GFP cDMfcofcv>t?^#±fc&*&^(^7-(ffP knock-in 
mouse-Cti, GFP^15t?100%<7)ffl ET*GAD67l^tt»^^ LTV^/i (Tamamaki et 

al.. submitted) o ^^oTGABA^Hjtt^mitr^«^ll^b^ 
at-fe^feSrHL-CV** fcC^&ilStLrt: (Nakamura et al., in prep 
aration) 0 i©itv»^fflLT, #«$fcfflfl&*^omo«lll&tf> GABAfEI&t£fo 
gfflJ&flNBMlfe £GABAftmm#MJ&£^gt U £ HGABAft»14ttjga8fl&«rK 

[0 0 18] 

^ffi^^@^^Gm^if)^^^MflaBtrJPIM)iao^gtl 

B&¥tfflffi,*?Wm$M&fr h m&ZtitzWi&K 33 (Westmoreland et al. 
, 2001) > £.feftT"$> (Nakamura et al., in preparation) > GABAfpHlttW^ 
mmmmmitGADM promoter^tt£i#o 0 GAD6707°n^E- * -TmzikfcX* 

14#^W«J^^GABAfPt!jtt#^m*^tp^^ffl^3iA1--2> -i:T% V 
* - SG O^^^^^J»ttT'GABAf»tt^^lfflJ!aH(flE«flJ!a GABAfafrtt#« 

[0 0 19] 

mz.&m&<omyb$:§&ir& < ^f^fi. Green Fluorecent Protein (GFP) cDN 
A&GAD67 promoter Ko&WiDNA (HlOl) DNAfflJ&rt$Af*aS** 4 ^ 

* > m^?L&& ^t^a-t & t GABMmm^mmmmmmm t GABAfEtm**^ 
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U .0. 05% Trypsine-EDTA-C^a-T* i t <Di«£#ffe£-£> mffiMMfc 
jj8<7>* y 4 * Zigm L ^conditioned mediumSrfflv^T^BI UfeGABAf^lftttWSJHB 
[0 0 2 0] 

GFPtfHtfr 0 IC. neo mycineftteafcT-£GAD67 promoter (HI 1 <0 2 ) 

2>m<Digm%L ^Genetic in (G418) &X*irigm&1r2> CI iiT. GAD67 promoter^ 

[0 0 2 1] 

U GAD67"/n -^{±GABA^I*tt^0«tulE^^Olffl^ffi 

£ 2GAD67 promoter£GFP^neo<ODNA&CO&v>-e&. m&&*ifimi&MWK$£v 
T:£rii tTV^ primary GABAergic neuron progenitor, secondary GABAergic n 
euron progenitor^ X o TGAD67 promoterr£1££>5£ $7&**3r I) „ GABA 

wmfflffiMmmmvmmK ± o ■cfw^c^m * - ^ bti& 0 - 

f^£Bfc</i#>> il03-5i:*l> i^&DNAn^* b^^Sr^fti-^o HI 1 
<^3-eti, DNA^B.^x.^e t LTcre recombinase^rfflv^TV^^ ittli^ffl 
•C§ &DNA&<£.J&;ig6£cre recombinase^PS^) £ £: 5rMtTi/^(Oti±^v> 
o DNAa^x.^S^m-r^DNASE^J (tfOxJiTloxP) ^iH^f^ 

K--D&&mK, tkfcfflM*:vfmtX~%Z W*°-*-DNA (#Jx_i£GFP) 
mnm&m.ittWk (MxJ&ieo myciriH-ttAteTO fcKfltU SMBH&a^n*- 
9- (fflz-&CK promoter. B ^^#^2824433. 2824434) fc^trDNA&cM^-S 
-^T*5< 0 iO-o<ODNArr V^. h (3 t4, M(i3t5) GABAfP 

GABA^Hitt^^mT-(±GAD67 promoterfSt4^*^Otr> DNA»*ft;l«:&*5& 
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^^^o/cstop codonlil&SrStL&o nTm^T^ & 

WilfGFP) ^Hm^^t-^ ^;VV~*-£fflv*TGABAfp®H4# 

^^•^7t^{±. ^^4>H^J(^Jx.{?Genetisin)^XtL^>C h-CGABAfpKltt 
#^MIE»^GABAf^Ilitt^m/iit^SU$tt^ (12)o Zblz±B 
J&M bjzm&feMWM*-Stsm(DK =7 4* Unconditioned medium£ffiv> 

\±mnz<Dm.*WLb lx^ < 0 

[0 0 2 2] 

ztitx\ mm$m^n&nmm<D^mm*zm%i-?2>ztx\ GWMm& 
wm&m*ifeftn*%m&* t Bmztix%ti 0 l^urj*u7>^t^ m<o 

m&zmttd £ ttzox^tzo iom^UBj^io-c, GABA^ittt^m 

IfTlElffl^^Jgi^ < #<btt& 0 GABA^iil14WM^HU»a^{±GAD67llr14^* 0 
. GAD67l^ttOM=S:^i-^)^T^ ^rtT-t±GAD67l^M^{iGABAfPl&'&W« 
fl&/itfe^^ £ t £#x_& GABA^IftttWSIHHamiE*i^^^«1-^> ZtKX 
<9 . GABA^tm^«litrraJ^ 

[0 0 2 3] 
[0 0 2 4] 

mmmi 

GAD67 promoter OECT^L^GFP cDNA£o£v*/f n b Srgene targe 

ting;£*:fflv>T$V &Wk*\,Zffim®.frm3L*m%LxmXLt:'*VA, GAD67-G 
FP knock-in mouse^fflv^T^ ZO±MfcMfo<D(^Aftm®.W&mJ&1fcmMmZ 
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^X^mm^J&^fcX^&o GAD67 promoter^?) a^Ml^T 

ti\ 5fc^li^T#|l#^<&T*&&(Tamamaki et al., submitted) 0 
[0 0 2 5] 

«^K^(iGABA^i»14^^MIEaJ3&^mA#Iii14«e«^M^Lillt 
TV^mmS^^v^Lti. Jj6£l8BBOGAD67-GFP knock-in mouseO^^S^ 

flx 0 m u 0. 5% h; -/v >^fi5^s£*«:g£i-& - 1 r«Mftttl 

ftU FACS (fluorescence activated cell sorter) KMU GMrttMSr^ 
^l^TOofc (02-2) o ^$tL^«<OGFP^:^JS{±lil3<7) 
^±tC^^ttTV^ 0 tgmWL<Dffi.m±, --x-nx^iTvi (Reynolds and Wei 
ss, 1992; Vescovi et al., 1993; Gritti et al. , 1996) *M£§frjffiJ!& 

Mm&m t ttmmmmm * - b l rm^ u GMAimmwmmMmmmm 

[0 0 2 6] 

ctbtzo m3<DT<nm&, ^vtzmmxh^-hK mmfrmLtzM%&*mmtz> 

tz tt> 4> K rl-^T & V > tz BrdU £ m ftDNAKlfr *)&A.X*^tZo Z<D B#DNA£-J& 

Ra$^J=£:^«^^J[jnx.Ti3 03 (Dfc±.<DmK%>h ct ? KBrdUiiDNAHJft *) 
&ttiti:fr'?tzZ.tfrt > , mmmm X &BrdUOlfc iLfrXh ^tzZ\t Tbmfrb 

htifzo j^ML^t^zoojiiiii, mijt i>Gwm®.T$>v), -00- 
%.GwMm&w&mm mmmm, <D~&GmMmm%mmm tamm 

mt~^<D-^GkBmm^mmmmmmm. l {i - o <^ - o ^ - ^gaba^ 
mn.mmmmwmm, u±r.^<DGwMm&wmmmz*kfrm Ltzt^k 
bti&o MtLo^-e^o-c^^ ztivmt&m&ft&Mx-btix^tiiz, gaba^ 
ibi4^^m^GABA^iii^»^i3mmo^^^m L^it <b*t& it^i 
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[0 0 2 7] 

. GAD67»tt<0jfflfla«:^-r*O-e. Fal*I"e{iGAD67I^^fia«GABA^Ultt#^ 
[0 0 2 8] 
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[HI] 

o 1 - 2 it, H3£GAD67 promoterKGFPifrfe^ neo mycin#ttit^^O)fcv> 

ti i><D~^ mkim^mmmtGABMmm^mmmmmmmx-GFP^neo mycin 

U GABAf£I&1£ft«tt ^ GABA^tbl^^mmigm^^-r ^> fc* 
mfB-f&o 3-7 fiGAD67 promoterff&tt^ ± oT^^-f^cre recombinasefc^J 
fflLT, GFP^neo mycin*GABA^iitt#^mi:GABA^iljtt#»i^H«Mam^ 
H^S^T, GABAf^»te^mHU^«^^li-^^i6^IJffli-^o #L<{± 
> 3 t± % GAD67 promoter iCcre recombinase DNA&o&v*/£ n VX^7^ h 
19, 4(±GABAf^i!ltt#M^tGABA^I!j14W»»IEIfflJ^ : l:. GFP^^m^fO 
ffl L Xfrm-f £ ? DNAn > * > 7 ^ h & 0 5 (±GABA^lfrl!£»^#fflJ& 
t GWkmhmbm&mmWmm.*, neo mycin^14£^o -c^gt-r £;fr?£K<g 

[®2] 

HMfO 1 <DmmmX*1bZ>o ( 2 - 1 ) m^JWtta^ (neo mycinim« 

itt) *mm l tzGwmMj&WBMM t GmMfmm^Bmm.mmmm<7)^m * 
7F-f 0 mK$>2>-m.mowA=i v?? v (®i?>3#h 5#) zmm^x 
vtzWi&, GmkYfmnnmm^tGmmmn.^mmi^mmmmxmm67 promot 

er?£fe.<Dfz£>cre recombinase# § 3I^U stop signal DNAti^J M h *U neo my 
cin»tt£Mt1-&OT?. neo mycin^^^l&^H i *) Genet icin& t*XMm 

fflmx^mm* y v* y r tv? & tic £ o x&m%x$> h 0 ( 

2 - 2 ) ii, "SX^b-e £ & Vtf- * — DNA (G F P ) SrflJJB LfcGABA 

feS&l£#iMJ& t (^AfPimW^m hu mffl fa<Dfrim * ^1% HI K * * =3HS 
ODNAn (Hl(03fi:4f) tr»i:|AL GABAfPtm 

W&mmtGmftmn.WmmmmfflmXteGKd67 promoterfihiOfci&cre reco 
mbinase*«feS U stop codonBBSHJ ttiJD 0 IX h *U CA^n - * - J: 1) GFPOfl 
3S* f $& * -2) o tt*GFP&3feO;&fcS «fc 1} -fe ;V y - * - fc^o TGABA^lft^«a 
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Dotblotting and immunocytochemistry for BrdU in sorted cells 




Medium +Ara-C 



Sorted 



293 



(5ng DNA/dot) 



GFP 



merged 



BrdU 




ffiiE# 2004-3003849 



mm 2 0 0 2-3 6 7 2 7 2 ^- >* : 1/E 

imm^i mm* 
mm 

mm] mmmm^^mmBM^m^r^mmm^mmm^x-m^ui 

*BU& ^v^LtiJEtt#«^^il*L^GABA^i|j14#^J3&|ff»a^^> GAD67 
promoter^ *mm Lt^tl»^^^tl>, 

m^m] m 2 



miD£# 2004-3003849 



^-v: i/E 

002-367272 

ffi i a t i it t 



[392033783] 
1.&M*EBB 2 0 0 0^ 2^1 60 

ft #r *RRJ&:»T&ft»ffl3 5 2 - 3 



ffiiE#-5§- ffi|E#2 0 0 4 - 3 0 0 3 S 4 9 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

P BLACK BORDERS 

tfl IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 
ifl FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

I^COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



